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1. Introduction
Mycobacterium tuberculosis is the world’s most successful pathogen, having survived over
70,000 years and currently infecting nearly 2 billion people worldwide [1]. With around 9
million new cases of tuberculosis (TB) each year, almost one third of the population is at risk
for developing active disease [2]. In 2012 alone, an estimated 3,500 people per day died of TB
and, in fact, human immunodeficiency virus (HIV) is the only other infectious disease
responsible for more deaths each year than M. tuberculosis [1, 3]. Because of these deadly
statistics, the World Health Organization (WHO), the Centers for Disease Control (CDC), and
the Bill and Melinda Gates foundation, among many others, have committed to eradicating
M. tuberculosis by the year 2050. A combined strategy of drug treatment, better diagnostics,
and prevention (i.e. vaccine development) is the only way to reach this goal [4].
While finding a cure and treating the disease is an essential aspect of medicine, of equal
importance are prevention measures to stop contracting the disease in the first place. Because
extreme and totally drug resistant strains of M. tuberculosis are appearing with increasing
frequency, it is essential that we block the spread of this pathogen by developing a vaccine
that provides protection against infection.
1.1. Vaccine development
The hallmark of an effective vaccine is one that can be given to a young population, with no
adverse side effects, and which will provide lifelong immunity against a particular pathogen.
The basis of a functional vaccine is dependent on the immune system’s ability to ‘remember’
an encounter with a foreign pathogen. Typically, immunological memory is established upon
the first encounter with a pathogen by the creation of memory T cells. These memory T cells
are specific to a particular antigen and will reside in tissues and lymph nodes until they
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recognize their specific pathogen and become activated. Upon activation by a second exposure,
the memory T cells will quickly and efficiently initiate a response to eliminate the pathogen
and prevent disease. The creation of memory T cells and life-long immunity can be obtained
either by primary exposure to the pathogen followed by disease and eventual recovery, or by
being given a vaccine. Vaccines act to prime the immune system by exposing a person to a
non-lethal, milder version of the pathogen’s antigens so that those memory T cells can be
created without causing disease in the individual. Ideally, a vaccine is made of pathogen-
derived components that are critical for induction of protective immunity and consequently,
are often composed of either an attenuated (non-virulent) or killed version of the bacteria,
inactivated bacterial toxins, or subunits of the pathogen. The vaccines will have antigens
similar to the virulent version of the pathogen but would lack factors necessary for disease.
Thereafter, if a vaccinated individual is exposed to that particular set of antigens a second time,
the immune system will quickly eliminate the pathogen and prevent disease. The immune
system is therefore required to respond in a proper manner both to vaccination and to
subsequent challenges with the pathogen.
In the case of M. tuberculosis infection, however, the immune response initiated upon exposure
does not result in memory and instead, infection follows a more complex pathogenesis route.
The main route of transmission for M. tuberculosis is via aerosolization of liquid droplets
containing bacilli that are then breathed in by an individual. After inhalation, organisms are
carried into the deep lung where it is phagocytosed by antigen presenting cells (APCs), such
as macrophages or dendritic cells, which then travel to the draining lymph nodes and initiate
an immune response [1, 5]. M. tuberculosis specific T cells then migrate to the lungs and are
required for the formation of a granuloma around the site of infection [1]. In an immunocom‐
petent individual, this granuloma will contain the infection in the lungs and prevent active
disease [6] [1].
CD4+T cells are the hallmark of the immune response to M. tuberculosis infection and, together
with CD8+T cells play significant roles in the various stages of infection and disease [6, 7].
Interferon (IFN)-γ and tumor necrosis factor (TNF)-α are essential cytokines for the induction
of immunity to infection [6, 7]. Our understanding of the network of immune cells and
cytokines required by the host to contain the infection, generate granulomas, and limit the
extent of tissue involvement is increasing and will provide a better understanding of the
requirements for generating vaccine mediated immunity.
This chapter will focus on the varied and unique aspects of M. tuberculosis that have made the
development of a vaccine a challenging prospect. We will discuss the only vaccine currently
on the market, BCG, its history, and why it has failed to prevent the spread of this pathogen.
We will also discuss the various animal models and methodologies that are used by researchers
to study the immune response to M. tuberculosis in the hopes of developing a more effective
vaccine. We will also discuss a few of the vaccines that have already been developed and are
being tested in clinical trials. Additionally, we will briefly discuss the various regulatory
approval processes that are required to test a vaccine before it can finally be approved for
release on the market.
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2. The BCG vaccine
Bacillus Calmette-Guérin (BCG) is the most widely used vaccine having been delivered to
nearly 3 billion people [8-10]. Despite its widespread use, BCG delivers only minimal protec‐
tion and has failed to eradicate or reduce the disease burden of TB. The mechanisms by which
BCG works to provide its marginal protection are incompletely understood. Even though BCG
provides an imperfect defense against M. tuberculosis infection, it is still the best vaccine
available. In this section of the chapter we will discuss the history of BCG and some possible
reasons why it has failed to stem the tide of deaths due to M. tuberculosis infection.
2.1. History
Albert Calmette and Camille Guérin developed BCG at the beginning of the 20th century.
Developed from a virulent strain of Mycobacterium bovis, the BCG vaccine was attenuated by
serially passing the strains on potato slices supplemented with glycerol over a period of 13
years until a non-virulent strain was obtained [8-10]. Trials of the newly developed vaccine
were performed in cows, monkeys, and African apes and proved to be efficacious [11] [12].
The strain was first used as a vaccine in humans in 1921 with few adverse side effects observed
in the patients who received it [8, 9]. The non-virulence of this strain was then established
before it was sent out to several laboratories throughout the world and used as a vaccine. The
vaccine was then propagated in the various countries in different ways with varying passage
numbers, resulting in the emergence of different variants of the BCG vaccine [8, 10].
2.2. World use
BCG is very cheap to produce and at only $2-3USD per dose, it is one of the most cost effective
ways to provide at least partial protection against M. tuberculosis to millions of children
worldwide [13]. Most of the BCG given in the world is supplied by UNICEF – obtained from
three major sources; producers in Denmark, Japan, and Russia [8, 9]. Most countries around
the world require that the BCG vaccine be given during childhood. The US, Canada, and Italy
are some of the very few countries that have never required that children be given BCG. Most
of Europe and Australia did at some point in their history require BCG to be given to children,
but have since changed their policies. All of Africa, Asia, and most of South America currently
require BCG to be given in early childhood [14].
2.3. Safety and efficacy
A huge reason for the widespread use of BCG is that it is considered to be one of the safest
vaccines on the market [15]. Side effects of BCG are very rare with the most common compli‐
cation being swelling around the injection site [15]. The most significant issue to arise from
BCG vaccination is in HIV infected and other immunocompromised individuals. The increased
risk of dissemination in HIV infected children lead the WHO to change its policy and recom‐
mend that they not be given BCG [15, 16]. Even so, BCG is still part of the WHO’s expanded
program of vaccination [8].
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Studies into the efficacy of BCG have revealed wide-ranging results from vaccination programs
with some reports suggesting 80% efficacy and others showing no protection at all [15, 17].
BCG is thought to convey protection against dissemination of the mycobacteria to other organs
during childhood, an event that is highly fatal if left untreated. BCG does not, however, provide
protection against adult pulmonary disease, which is the main route by which M. tuberculo‐
sis is transmitted [16].
2.4. Variability in efficacy
There are several possible reasons behind the huge variability in the reported efficacy of BCG;
we will discuss some of these reasons in this section. It is important to keep in mind that some
of the issues surrounding BCG efficacy variability are also issues which apply to the new M.
tuberculosis vaccines currently being developed.
2.4.1. Variation in the strain of BCG that is used for vaccination
There are at least 11 different types of BCG vaccines currently available throughout the world
[8]. A major reason for the different types of BCG and the genetic variability between the strains
is mainly a product of the time period when the vaccine was developed. When Calmette and
Guérin first developed BCG, they sent it out to several other laboratories around the word.
Those laboratories cultured, grew, and stored BCG, each in their own way. It must be remem‐
bered that this occurred in the early part of the 20th century, before the advent of current
molecular techniques and storage methods that can maintain parent strain homogeneity.
Instead, as BCG was grown and cultured in these various laboratories, it accumulated a series
of independent mutations that continued to build upon themselves [8]. It was not until the
1960s, with the introduction of culture seed stocks that soon became the norm, that the
standardization of these lines became possible. By that time, however, the various strains of
BCG had diverged and modern analysis has demonstrated that there is significant variability
in the genetic make-up of these strains [8, 10]. The genetic variation in BCG strains can lead to
variation in how well they protect against infection due to difference in the cell surface proteins
that would elicit an immunogenic response [10]. However, all of these BCG strains have
remained non-virulent and a commonality among all of the strains is the loss of the ESX-1
excretion system. It is still not completely understood how the loss of the ESX-1 system blocks
virulence since its re-addition to at least two separate BCG strains does not restore virulence
back to wild type levels [10, 18]. Due to this variation in BCG strains, it is essential that accurate
record keeping be in place when conducting efficacy studies for the vaccine [8].
2.4.2. The genetic diversity of the tested population
The genetic diversity of a population can affect the outcome of any clinical research study and
this is an important factor to consider when examining vaccine efficacy. Various single
nucleotide polymorphisms (SNPs) within a genome can affect a person’s susceptibility to
disease and how their immune system responds to a vaccine. The spectrum of immune system
responses to a vaccine can vary from no response to complete activation and protection.
Variations within a person’s genome could prevent their immune system from properly
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responding to the vaccine and therefore it would not convey protection when the person is
exposed to the pathogen. For instance, it has been found that mutations in the IFN-γ receptors
leads to an increased risk of developing disseminated disease from BCG vaccination rather
than protection from M. tuberculosis infection [19]. Individuals with mutations in these
susceptibility genes are also more prone to infection by non-virulent, environmental myco‐
bacteria as well [19] [19].
Therefore, it is essential when designing a vaccine study in humans to have a large population
that is statistically powerful enough that some variability in immune response will not skew
the data. Additionally, no matter where a study is being conducted, the genetic diversity of
the population must be considered. An ethnically homogenous population is more desired for
a research study since that population will be more likely to share SNPs, and therefore more
likely to respond to a vaccine in a similar manner. It also follows that it may also be useful to
test multiple ethnic groups; indeed, some studies have suggested that the reason some vaccine
trails show high protection with BCG is because they were conducted within certain popula‐
tion groups [15].
2.4.3. Pre-vaccination exposure to the pathogen
Another issue that is of huge importance when conducting vaccine efficacy tests is whether or
not an individual has been pre-exposed to the pathogen. The immune response of an individual
who has already been exposed may be quite different than someone without prior exposure.
Especially in areas where TB is endemic, it is likely that a child will have already been exposed
to M. tuberculosis prior to vaccination [1]. A child could be exposed to both M. tuberculosis in
the form of infected adults, or to environmental nontuberculous mycobacteria (NTM) – both
of which could alter how that child responds to a vaccine. Some studies have also suggested
that pre-exposure to NTM may provide some protection that cannot be improved upon by
BCG delivery [9, 15, 20]. This may indeed be the case with BCG as it has been found that vaccine
programs with the highest degree of efficacy are those with more rigorous screening to only
include children who had not been previously exposed to the antigen [17].
2.4.4. Inaccurate diagnostic methods
Because of the complications that result from pre-exposure to the pathogen, it is essential
to have accurate diagnostic methods available when deciding which individuals to include
in a study. A non-homogeneous population (a mixture of non-and pre-exposed individu‐
als)  can  produce  misleading  results  that  can  hinder  accurate  interpretation  of  vaccine
efficacy.  In  the  case  of  M.  tuberculosis,  current  diagnostic  methods  are  often  slow  or
inaccurate. One of the most common diagnostics for M. tuberculosis is the tuberculin skin
test (TST), a delayed-type hypersensitivity reaction to protein purified from M. tuberculo‐
sis and injected just below the skin [21, 22]. It takes two to three days after injection of the
purified protein derivative (PPD) before the results can be read; a delay that can result in
loss of study participant compliance or even exposure. Additionally, the TST, as well as
many new serological tests, cannot distinguish between exposure to environmental NTM
and  infectious  M.  tuberculosis  [23].  Newer  IFN-γ  release  assays  (IGRAs)  are,  however,
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becoming  more  commonly  used  for  research  studies  since  they  are  selective  for  M.
tuberculosis  and  are  more  sensitive  than  the  TST  [21,  22].  IGRAs  are  in  vitro  tests  that
stimulate T cells with M. tuberculosis specific antigens (such as ESAT-6), if the T cells have
been previously exposed to these antigens, they will release IFN-γ [22].
3. Specific difficulties associated with M. tuberculosis vaccine
development
The complications involved with studying M. tuberculosis in a laboratory are numerous and
range from the practical to the scientific. Due to the complex nature of the pathogen, M.
tuberculosis presents some very unique challenges for the researcher studying it. In this section
we will go into more depth as to the specifics of these challenges and how they have delayed
the development of a vaccine.
3.1. Biosafety considerations
When a researcher decides to investigate the development of a vaccine against M. tuberculo‐
sis one of the very first considerations that must be taken into account is the safety of those
working with the pathogen. In the United States, the CDC provides a set of guidelines for the
safety measures that need to be in place in order to work with various pathogenic organisms.
These biosafety levels range from 1 (least likely to cause harm to an individual) to 4 (most
harmful and infectious) [24]. The basis for these biosafety measures are derived from the WHO,
which, in turn, base their recommendations upon the availability of effective preventive
measures and treatment options [25]. As the biosafety level of a pathogen increases, it is
necessary to increase the safety measures for a person working in these conditions. In the
research laboratory setting, M. tuberculosis is considered a biosafety level 3 (BSL3) pathogen;
a BSL3 pathogen is defined by the WHO as one that poses a high risk for an individual but a
low risk for the community and can cause serious harm to an infected human. The various
safety measures that must be put in place include laboratory practices, facility construction,
security, and safety equipment. The exact nature of the measures put in place will vary slightly
from facility to facility but in general, this includes separate rooms and equipment for work
with the pathogen. Rooms in which the pathogen is manipulated must be under negative
pressure so that airflow is directed from a clean room into a ‘dirty’ room to prevent it from
spreading. All work done with the microbe needs to be conducted in a properly outfitted
biosafety cabinet and special personal protective equipment (e.g. respirators) must be worn at
all times.
These biosafety mechanisms can be a limiting factor when attempting to study M. tuberculo‐
sis, as they require full facility involvement and specialized equipment to be in place. Addi‐
tionally, these biosafety measures, while necessary, can be relatively uncomfortable, and may
therefore limit the time with which a person can work under them. While these are obviously
not insurmountable obstacles, they should be taken into consideration before research of this
nature is undertaken.
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3.2. Slow growth of the pathogen
M. tuberculosis is a slow growing pathogen with a doubling time of approximately 24 hours
[26]. Because it grows so slowly, it is necessary to let a significant amount of time pass after
infection in order to resolve differences in vaccine treatments. If an unvaccinated mouse is
given a low dose aerosol infection of virulent M. tuberculosis, it can take upwards of 3 to 4
weeks before visible granulomatous lesions will form in the lungs [6]. When conducting
immunological research, mice are generally sacrificed 30 to 120 days after infection to examine
short and long term immunity and determine if a vaccine has had any effect on the reduction
in mycobacterial number. When the animal is sacrificed, the lungs must then be plated on
selective agar media in order to enumerate the number of mycobacteria growing in the lungs.
The time of plating the lungs until the formation of visible colonies is between 2-3 weeks. All
told, experiments of this nature often require 6-9 months of work before any data is even
collected. Therefore, when planning out experiments involving infected animals, researchers
must consider the significant amount time it will take between the initiation of the experiment
and the completion of the study.
3.3. Disease stages
As mentioned previously, infection with M. tuberculosis can be divided into distinct stages. In
humans, infection with M. tuberculosis can be divided into four stages: infection, latency,
reactivation, and transmission [5]. At each of these stages, the proteins expressed by the
organism are thought to vary significantly and therefore protection in one stage may not
protect in all. After primary infection, in an immunologically healthy individual, an infection
will progress to a latent TB infection (LTBI). The persistence of infection despite no active
disease in a clinically ‘cured’ individual, make end point goals difficult to define for a re‐
searcher developing a vaccine [16]. There is significant evidence that sterile clearance of M.
tuberculosis is a rare occurrence and rather, it is the maintenance of an active immune system
to contain the mycobacteria in the latent state that prevents active disease from forming [1,
27]. In most individuals, this is where the infection will remain unless there is an outside
occurrence that reduces the functionality of their immune system [1]. A person with a LTBI
will not have active disease, but will have developed memory cells against M. tuberculosis
antigens. It is generally believed that when M. tuberculosis is in a latent stage it is slow growing
or non-replicative and most likely expresses a different set of antigens than during the primary
infection stage of the life cycle [1]. The exact immunological events that are required in order
for the pathogen to progress from latency into an active state are incompletely understood.
The immune response that humans develop against M. tuberculosis infection appears to contain
the bacteria and induce it into a latent stage, yet fails to sterilize the infection [5]. This leads to
some interesting questions as to what types of antigens to target for vaccine development.
When a person has a LTBI, their immune system is effectively containing the mycobacteria
and they do not get sick. Do we therefore design vaccines to elicit an immune prolife similar
to someone with a latent infection even though that profile is not sufficient to eliminate the
pathogen? It is interesting to note that individuals that are infected with M. tuberculosis and
progress on to latency are not protected from re-infection. However, because detection of M.
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tuberculosis when it is in a latent stage is quite difficult with our current diagnostic methods,
it is often challenging to distinguish between reactivation of the primary (latent) infection or
re-infected from a new exposure [1, 16]. Since our understanding of the possibility of lung
sterilization post-M. tuberculosis infection is incomplete, the comparison of persons with LTBI
to those with active disease is limited in what it can tell us about protective immunity.
Ideally,  the best vaccine would be one that provides protection from all  stages of infec‐
tion,  i.e.  a  vaccine must be effective against  primary infection,  latency,  reactivation,  and
reinfection [1, 2].
3.4. Vaccination in immunocompromised individuals
Of the estimated 1.3 million people who died of TB in 2013 around 25% of them were co-
infected with HIV [3]. In fact, TB is the number one killer of HIV infected individuals [7, 28-30].
The resurgence of M. tuberculosis infections in the 1990s has largely been attributed to the
advent of the HIV epidemic [30, 31]. The reasons behind the increased susceptibility of HIV
infected individuals to M. tuberculosis infection are not completely understood. An infection
with HIV leads to a reduction in CD4+T cells and this is believed to be the cause of greater
susceptibility to M. tuberculosis by most individuals [28, 30, 32]. One hypothesis is that HIV
disrupts the function of the granuloma and allows for the replication of the organism [28]. The
immune system of an HIV infected individual is, therefore, not able to control or contain the
M. tuberculosis infection, resulting in reactivation of the disease [28, 30]. HIV infection may also
disrupt the function of macrophages and M. tuberculosis specific T-cells that prevents the killing
of the pathogen [28]. An interesting aspect of the M. tuberculosis-HIV co-infection is that HIV
infection leads to susceptibility to M. tuberculosis even after anti-retroviral therapy has
commenced and CD4+T cell counts have been restored to normal [33] [30, 34]. It has also been
found that HIV infected infants do not produce a robust T helper (Th)1 immune response when
vaccinated with BCG [30]. Additionally, HIV positive infants are at a significantly increased
risk of dissemination of BCG after vaccination [7, 15, 16].
Another group of immunocompromised individuals that must be considered are those with
poor living conditions and poor nutrition. TB is a disease of the poor and mainly affects those
who are already at a socioeconomic disadvantage. Poor nutrition and living conditions
increases a person’s susceptibility to disease and dampens their immune response to a
challenge. These living conditions could impair the ability of the immune system to respond
properly both to a vaccination and exposure to a pathogen. Other conditions, such as diabetes
or vitamin D deficiency, can also impair the ability of the immune system to produce a robust
response and indeed, both conditions have been associated with an increased risk for devel‐
oping TB [35-37].
3.5. Vaccination post exposure to the pathogen
In the case of TB, it is important to consider if the vaccine is aimed at pre or post-exposure to
the pathogen. As mentioned in the previous section, a person’s immune system will respond
differently to a vaccine if they have already been exposed to the pathogen. Since the immune
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system will have already been primed to respond to particular M. tuberculosis antigens that are
not capable of protection, it is necessary to find a new method of immune activation. Because
of the high prevalence of M. tuberculosis in endemic countries, it is likely that in order to
eradicate TB, a vaccine will need to be effective post-exposure.
3.6. Laboratory strains versus clinical isolates
Mycobacteria from clinical isolates are often quite different than the strains commonly used
in laboratory practice. Laboratories, by necessity for the repeatability of their experiments,
must maintain an unchanging common lab strain. There are currently several strain types used
in laboratories throughout the world (H37Rv, HN878, Erdman, CDC1551, etc.) that vary in
their virulence and antigenic composition. Variation can also occur within a strain depending
on how it is handled in the laboratory. Unfortunately, however, these strains can be signifi‐
cantly different than the mycobacteria isolated from infected patients. The mycobacteria found
‘in the wild’ is going to be constantly changing and mutating depending on various selection
factors. The extent of the divergence between laboratory strains and clinical isolates will
depend upon the strength of the selection factor. These selection factors can include incomplete
drug treatments or the strength of a non-drug treated person’s immune response to the
pathogen. Additionally, there is a natural mutation rate for the genome of all organisms
independent of selection factors due to DNA replication errors or un-repaired DNA damage.
The selection factors and mutational changes observed in clinical isolates are most apparent
with the emergence of multi, extreme, and totally drug resistant organisms. While it is hoped
that there is enough similarity between laboratory strains and the clinical isolates that
vaccination against one will provide protection from all forms of M. tuberculosis, the constant
mutation of wild-type strains should be considered.
3.7. Intrinsic properties of M. tuberculosis which make it difficult to immunize against
Currently, almost all vaccines that have proven to be efficacious in humans against infectious
pathogens convey protection through the production antibodies [1, 38]. These antibodies will
coat a pathogen and signal to the immune cells that it should be removed from the system. M.
tuberculosis, however, is intracellular, which means that the immune system must be able to
recognize and then eliminate infected host cells without causing excessive damage to the host.
M. tuberculosis has established several methods by which it can evade recognition by the host
immune system. Most of these mechanisms revolve around ways of keeping the pathogen in
a quiescent state within the macrophage. For example, the recruitment of professional
phagocytic cells to the site of infection provides an increased number of ideal environments
for M. tuberculosis survival. Once phagocytic cells have taken up the organism, it can survive
within macrophages by arresting and inhibiting the maturation of the phagosome to prevent
its own clearance from the cell [37]. These blocks in phagosome maturation prevent fusion of
the phagosome with the lysosome and acidification of the compartment and thus elimination
from the cell [37]. This block in phagocytosis also prevents proper presentation of M. tubercu‐
losis antigens [1]. Presentation of antigens is essential for recognition that an antigen is foreign
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and needs to be eliminated, as well as for the creation of immune memory. M. tuberculosis also
evades removal by the ability to regulate both the necrotic and apoptotic death of host cells [5].
All of the elimination avoidance methods developed by M. tuberculosis serve to maintain the
pathogen within the macrophages where it can live for decades as a latent infection [1, 37].
While M. tuberculosis infection does produce an immune response in the host, this response
fails to result in protection or complete clearance of the pathogen [1, 5]. Therefore, when
designing a vaccine, it is necessary to activate the immune system in such a way that the host
can overcome these evasion methods and recognize that the pathogen infected cells should be
destroyed.
4. Animal models used for vaccine development
In some cases where the pathogen is non-lethal or there are readily available treatment options
(such as malaria or influenza), it is possible to test the efficacy of a vaccine in a human model.
In these instances, a willing volunteer is vaccinated, and then exposed to the pathogen by the
researcher in a controlled manner [16]. In the case of M. tuberculosis however, this course of
experimentation is unethical as it is still controversial if sterilization of the lungs post-infection
is even possible. It is therefore imperative that we use animal models for the development of
vaccines. A vaccine is considered efficacious in an animal model if it is able to reduce the
number of colony forming units (CFU) in the lung. Currently, the goal for new vaccines is to
reduce the number of CFU in the lung better than BCG, which consistently provides around
a 1 log10 CFU reduction in the mouse model of tuberculosis.
4.1. Mouse model
4.1.1. Advantages
Cost effectiveness and scalability. One of the biggest reasons for the use of mouse models in
research is their cost effectiveness. With the exception of highly specialized knock-in or knock-
out models, inbred mice can be purchased in large numbers at very low cost. Since mice can
often be housed with multiple animals per cage, this further reduces the facilities cost by
utilizing less space per animal. A researcher can therefore scale a study up to a magnitude that
would be impossible with larger or more costly animals.
Inbred mouse strains and genetically modified models. Through the use of genetically identical
inbred strains, researchers from all over the world have the ability to collaborate using the
same set of tools and more effectively build upon previous studies. The ready availability of
facilities like The Jackson Laboratories and Charles Rivers, which specifically maintain these
inbred mouse strains are an invaluable resource for researchers. These facilities also make it
easy to custom order genetically modified mouse models to test the importance of various
proteins during vaccination or pathogen challenge. The availability of total or conditional
knock-out mice, as well as knock-in models, allows researchers to effectively use in vivo system
to ask questions that are unavailable by other methods.
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Availability of immunological reagents. The use various molecular assays after completion of an
animal experiment can provide vital information about the function of the immune system.
An additional advantage to using the mouse model is that because it is so widely used, reagents
are available for many types of immunological assays. In particular, antibodies for western
blot, enzyme linked immunosorbent assays (ELISAs), flow cytometry, and many others, are
commonly used on mouse models and are therefore relatively easy to optimize for a particular
experiment.
Susceptibility of various strains. The strain of mouse that will be used for an experiment is of
great importance when designing an experiment. There is significant variability between
mouse strains as to their susceptibility to TB infection. This variance in susceptibility of a mouse
strain can depend up on several important factors including the route of infection, the dosage,
and the strain of M. tuberculosis [39]. While genetic modification is commonly done on a C57Bl/
6 background, these mice are actually resistant to M. tuberculosis infection and aerosol infection
does not reduce their lifespan [39]. Some strains such as CBA are very susceptible to infection,
while others, such as the BALB/c, appear to be susceptible depending on the route of infection
[39]. These last two strains, however, do have the disadvantage that there are fewer genetically
modified strains available with this background. The immune systems of both the susceptible
and resistant strains clearly respond differently to both vaccination and challenge infection
and therefore, it is often useful for researchers to test a vaccine in more than one mouse model.
4.1.2. Disadvantages
A major disadvantage of the mouse model is that the immune system is not the same as that
of a human. The underlying genomic inflammatory response to infection in a mouse has been
shown to bear little correlation to what occurs in humans [40]. Many drugs that have been
designed to modify inflammatory responses in mice, have failed human clinical trials [40].
While humanized mice (a mouse containing human genes, cells, or tissue) may allow for an
immune response closer to that of a human, it is impossible to create an identical response.
Additionally, unlike in humans, BCG vaccination of a mouse model does convey some
protection from M. tuberculosis infection and reduces the number of CFU in the lungs. A better
understanding of the critical cellular differences between the mouse and human immune
system is needed before we can effectively translate studies from the bench to the clinic.
4.2. Guinea pig model
4.2.1. Advantages
Historically, the guinea pig was the first animal model used for tuberculosis research. Guinea
pigs are considered the gold standard by which M. tuberculosis vaccines are tested before
continuing to larger animal models or even humans. This is because guinea pigs have an
immune response that more closely resembles that which is seen in susceptible humans.
Guinea pigs are very susceptible to infection and demonstrate a tuberculosis disease progres‐
sion that is similar to that seen in humans [41].
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One aspect of guinea pig research that is both an advantage and a disadvantage is the lack of
in-bred laboratory strains. There are only a handful of laboratory guinea pig strains available
commercially and these are mostly out-bred stock that will not be genetically identical at every
locus. This provides greater genetic diversity within an animal strain with which to tests
vaccine efficacy. Obviously when vaccines move into human trials, genetic diversity will be
unavoidable (as mentioned previously), and therefore the guinea pig provides a more realistic
model of what will happen in humans. However, this does limit the exact repeatability of an
experiment due to the lack of genetically identical animals.
4.2.2. Disadvantages
A disadvantage of the guinea pig model is that they are very susceptible to infection, but
humans are relatively resistant. While the phenotype observed during disease progression
does resemble that of humans with active disease, this represents only a small fraction of people
infected with M. tuberculosis. It is believed that most humans are resistant to infection and will
not go on to active disease unless an outside force reduces their immune response and ability
to contain infection in a latent state [6, 7]. The exact mechanisms behind reactivation of latent
M. tuberculosis are not completely understood, but it is a vital step in disease pathogenesis that
is missed in the guinea pig model.
The guinea pig also has the disadvantage that, because it is a larger animal, housing costs tend
to be much higher than for mice. Guinea pigs require larger cages with fewer animals per cage
and thus facility space limitations may reduce the number of animals included in a study.
Additionally, because they are not as commonly used as the mouse model, it is more difficult
to find the facilities and veterinary expertise necessary to house and care for guinea pigs.
Of great importance is the lack of genetically modified guinea pig models for the researcher
to use. This can severely limit the ability of the researcher to develop and improve upon vaccine
models.
4.3. Other animal models
The mouse and guinea pig are the most commonly used animal models for research into M.
tuberculosis vaccine development. However, there are several other animal models that are also
sometimes utilized for this purpose including rabbit, cattle, non-human primates (NHP) and
even zebrafish [42-44].
Macaques are an NHP that are a promising model to use for the development of a tuberculosis
vaccine. The pathophysiology of TB infection in a macaque closely resembles that of what
occurs in human populations, including latency – an aspect of infection that has been difficult
to model in other animals [43, 45]. Due the size of the animals, their limited availability, the
cost of housing and care, as well as ethical considerations, use of NHP, while highly informa‐
tive, is extremely limited and generally only done after a vaccine has been tested in smaller
animal models.
One of the biggest disadvantages to use of any of these non-mouse models is that there are
very few reagents available for post-mortem tissue analysis. Few antibodies or other com‐
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monly used immunological reagents are available for the study of the immune response in
many animal models. Sometimes there is enough overlap in antigens between mouse and
humans and other animals that some tests can be conducted, but this is a fairly rare occurrence.
While these are not limitations that preclude the use of non-mouse animal models, it does limit
the information that can be acquired from using them [46]. There is therefore a huge need to
expand our animal model base beyond just the mouse. Genetic evaluation of and the ability
to produce inbred strains of other animal models would be an unbelievable advantage to all
clinical research beyond just tuberculosis vaccine development.
We can garner important information from all of these animal models and it is clear that their
use is absolutely essential for progress in medical researcher to be made. However, it must be
remembered that these models are imperfect and there are scientific limitations to the results
from studies using them. For instance, in a laboratory setting, animals tend to be exposed only
once and to only one strain of pathogen. We know this will not be the case for humans since,
as discussed above, M. tuberculosis is constantly mutating and in endemic regions a person will
likely be exposed to several different strains at multiple times throughout their life [47].
Ultimately, the only way to test out if a vaccine will be effective in a human population is to
actually test it in a human population. While it is certainly possible to move on to human trials,
there are many steps that must be undertaken before a vaccine can be put into widespread use.
This process will be discussed in the next section.
Another important question to consider when examining results from animal models is if we
are missing vaccines that would be highly efficacious in a human, but discarding them because
they do not act well in our animal models. This is a problem for all areas of clinical research
and is, unfortunately, unavoidable given our current knowledge. The only way to overcome
this limitation is for research to continue to close the gap in our understanding of how animal
and human immune systems differ. The continued refinement of our animal models will
provide us with the tools necessary to produce an effective vaccine. This is another reason why
the use of multiple animal models is often needed in order to improve the translatability of
the research. Most animal models recapitulate some, but not all, aspects of the human features
of a disease. If multiple animal models are tested, it increases the likelihood of finding a vaccine
that will work in humans.
5. The future of M. tuberculosis vaccine development
There is a profound lack of understanding about what exactly a good immune response to M.
tuberculosis infection actually looks like. This is due, in part, to our limited information about
how the immune system contains infection in a latent state as well as how it can revert to active
disease. Because our knowledge is incomplete, it complicates decisions regarding which
vaccine candidates to pursue in animal models. Our best vaccine, BCG, is not 100% effective
in killing off M. tuberculosis in a mouse despite eliciting a strong Th1 immune response that is
thought to be necessary to produce immunity against the pathogen [1]. In general, if a new
vaccine candidate can also elicit a strong Th1 response in a mouse model, it will then move on
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to challenge studies where an animal model is immunized, then infected. While it is clear that
protection from infection does require strong T cell immunity, it is also clear that that form of
immunity is not sufficient to prevent disease. Sometimes, even when a vaccine candidate is
promising in preliminary trials, this will not lead to protection when challenged with infection.
This is why many of the vaccines currently in the approval process pipeline have multiple
pathways by which they induce an immune response. The hope is that one of these other
pathways, or a combination of various pathways, will give us more and better information
about what immunological protection would look like [1].
There are at least 12 new vaccines candidate that have entered the pipeline for efficacy and
safety testing and are the first to be put through the approval process in over 100 years [2, 48].
It is encouraging to note that there are so many vaccines being tested as it increases the
likelihood of finding a formulation that will be effective. The arrival of these new vaccines,
even those that fail, is a promising step forward in our understanding of immunity and what
protection will look like. In this section we will discuss some of the characteristics of these
vaccines as well as the steps that must be gone through before they can be put into widespread
use.
5.1. Common tactics taken for vaccine development
There are two main tactics for the development of a new vaccine against M. tuberculosis
infection. The first is the prime-boost or enhancing the efficacy of the existing vaccine, BCG.
In this approach, an individual can be given an adjuvanted vaccine at the same time or at a
specified period of time after BCG vaccination. The other tactic is to develop a whole new
vaccine that is given instead of BCG. There are advantages and disadvantages to both strategies
and a discussion on the ethics of trial design for both of these can be found in the next section.
Many of the vaccines that are being developed contain one or more of a select group of antigens
for the initiation of an immune response. Antigen 85A/B (Ag85A/B) and the 6kD early secreted
antigenic target (ESAT-6) are proteins that are commonly included in a vaccine make up [2].
Ag85A/B are M. tuberculosis surface proteins that are involved in bacterial cell wall biosynthesis
and elicit an immune response in animal models [23]. ESAT-6 is a secreted protein critical for
virulence that is not found in BCG and can also stimulates a strong immune response [18, 49].
These proteins, along with several others that have been found to be immunogenic, have been
put into various formulations and are currently being tested.
In addition to multiple combinations of proteins found to be immunogenic, there has also been
testing of which delivery route will provide the best protection. For instance, some vaccines
provide better immune protection if they are delivered via aerosol route rather than through
intradermal injection. Therefore, many studies are being conducted looking at both multiple
delivery routes as well as vaccine make-up.
5.2. Ethical considerations
There are also important ethical considerations that must be addressed when developing a
new vaccine. When testing out a vaccine, it is important to consider the health and safety of
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the control groups as well as those receiving the novel vaccine. For instance, if you have in
your possession a vaccine (i.e BCG) that conveys at least some protection against TB, you
ethically cannot withhold access to that vaccine simply because you need a placebo control
group for your research study. Additionally, a researcher attempting to test out an entirely
new vaccine must also consider the possibility that their vaccine will not work and therefore
those test subjects are at an increased risk of developing disease. While there are ways to
circumvent these issues and still produce an ethically sanctioned and scientifically sound
vaccine trial, it does require additional preparation and manpower to execute. Because of these
significant ethical complications, however, much of the recent research into TB vaccines has
been for the development of adjuvants to boost BCG rather than to develop completely new
vaccines.
5.3. MVA85A
The most notable of these new vaccines is MVA85A, which is the first modern day M.
tuberculosis vaccine to reach an efficacy trial. MVA85A is a Modified Vaccinia virus Ankara
that has been engineered to express Ag85A [1, 50]. In animal models, MAV85A was shown to
produce a strong Th1 response and provide better protection against M. tuberculosis infection
than BCG [47, 51-53]. It was designed as a prime boost, to enhance the efficacy of BCG, by
giving it to infants a few months after BCG vaccination. In a Phase 2b clinical trial, MVA85A
was found to be quite safe and did produce an immunogenic response, but unfortunately, did
not provide better protection against infection than BCG alone [53]. This was despite earlier
findings that MVA85A induces the immune responses believed to be necessary for protection
[54]. In fact, this (previously assumed to be beneficial) CD4+T cell response to Ag85A is still
detectable in individuals given MVA85A up to 6 years after vaccination [55]. Even though
MVA85A did not provide the protection that was hoped, there are some promising indications
that this vaccine may be useful in other settings. For instance, the authors suggest that this
vaccine maybe beneficial in preventing the spread of disease in adults rather than in infants
[53]. Clearly further testing of the MVA85A vaccine needs to be conducted. Even though initial
results with MVA85A were disappointing, it does represent a promising step in vaccine
development. Given the state of the field, any knowledge gained about immunity against M.
tuberculosis, even if negative, can provide useful information and guide future studies
5.4. Vaccine approval process
The WHO offers a set of guidelines for the approval of a vaccine, and many countries adopt
these standards or use them as a basis for their own set of regulations. The point of these
regulations is to do as much as possible to ensure the safety and efficacy of the vaccine before
it is put into widespread use. In the United States, the Federal Drug Administration (FDA)
regulates and oversees the approval process for the development of all vaccines. This discus‐
sion will give a quick overview of the FDA regulations specific to the US as an example of what
must be undertaken before a vaccine is approved for use. The FDA approval process involves
an exploratory stage, a pre-clinical stage, an Investigational New Drug (IND) application, and
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finally a three phase clinical trial in human subjects [56]. The FDA has the authority to stop a
vaccine trial at any point if safety becomes a concern.
The exploratory stage is the basic science side of the vaccine development process. It is in this
stage where researchers investigate the potential of various antigens to induce an immune
response and are frequently done in vitro although some in vivo studies may be conducted.
This is where the formulation of the vaccine is first tested and the identification of immuno‐
genic proteins is determined.
The pre-clinical stage involves animal model testing of the various antigens that were discov‐
ered in the exploratory stage. In this stage, animals are immunized using a new antigen or
vaccine make up and then challenged with M. tuberculosis infection. The various animal models
discussed in the previous section are used in this stage of vaccine development. In order for
the vaccine to move on to humans, it must first demonstrate efficacy in multiple animal models.
The animal models used can vary depending on pathogen, but for M. tuberculosis these models
generally include (in order), mouse, guinea pig, and non-human primates. Once a vaccine has
been found to be effective, it must pass toxicology and distribution studies in the animal
models, as well as demonstration of the ability to produce the vaccine in a lab with Good
Manufacturing Practice (GMP) certification [57]. After the completion of these studies an IND
application is submitted and, upon approval, human clinical trials will commence.
Phase 1 clinical trials are small studies designed to test the safety and immunogenicity of the
vaccine. Phase 2 clinical trials are larger and used for further refine dosage and efficacy of the
vaccine as well as determining what population it can be most effectively used on. Phase 3
clinical trials involve thousands of individuals and require additional safety documentation
to complete [56].
Once all of these stages have been completed, a cross-disciplinary committee from the FDA
must then approve a lengthy Biologics License Application (BLA). The BLA will include not
only safety and efficacy information but also guidelines for the mass manufacture and
distribution of the vaccine as well. As may be obvious from this brief description, the process
of vaccine approval can be quite lengthy and will often last 10-15 years. The enormous cost
associated with undertaking such an endeavor often requires the collaboration of both private
and public funds at multiple institutions in order to be completed.
6. Conclusions
The development of a vaccine against M. tuberculosis has been one of the hardest puzzles facing
immunologist for the past century. When examining an infection and an appropriate immune
response, the traditional approach, at least in relation to tuberculosis research, has been to try
to amplify the immune response of a healthy person in order to clear the bacteria. However,
is this really the approach we should take when examining M. tuberculosis? In the case of M.
tuberculosis infection, is it the body’s very own defense mechanisms that is causing lung tissue
damage and forcing the mycobacteria into a latent stage? Is the body’s response to infection
Tuberculosis - Expanding Knowledge138
actually a good thing or is it contributing to disease progression because it creates an envi‐
ronment that harbors the bacteria (a granuloma) rather than eliminating it? Should we instead
be attempting to induce activation of a whole new pathway in order to sterilize the lungs?
The urgency to find of an effective vaccine is nowhere as apparent as the emergence of drug
resistant tuberculosis that been appearing with increasing frequency in the last decade. The
currently available drugs are expensive and require a lengthy course of treatment; increasing
the likelihood of non-adherence by sick people and therefore increasing the possibility of even
more resistant strains evolving. Because a person does not naturally develop immunity to the
pathogen when they are infected, they can become re-infected if they are exposed to the
pathogen a second time and have to endure the same drug regimen as before. Only by
providing continuous, protective immunity against recurrent infection can we hope to
eradicate this devastating disease from the population.
Acknowledgements
This work was supported by the NIH/NIAD program Advanced Small Animal Models for the
Testing of Candidate Therapeutic and Preventative Interventions against Mycobacteria
(HHSN272201000009I-003, task order 12) at Colorado State University.
Author details
Elizabeth M. MacDonald and Angelo A. Izzo*
*Address all correspondence to: angelo.izzo@colostate.edu
Mycobacteria Research Laboratories, Department of Microbiology, Immunology and
Pathology, Colorado State University, Fort Collins, CO, USA
References
[1] Andersen P, Woodworth JS. Tuberculosis vaccines--rethinking the current paradigm.
Trends in immunology. 2014;35(8):387-95.
[2] Brennan MJ, Stone MR, Evans T. A rational vaccine pipeline for tuberculosis. The in‐
ternational journal of tuberculosis and lung disease : the official journal of the Inter‐
national Union against Tuberculosis and Lung Disease. 2012;16(12):1566-73.
[3] World Health Organization. Global tuberculosis report 2013 2013 [cited 2014 23
Sept]. Available from: http://www.who.int/tb/publications/global_report/en/.
Tuberculosis Vaccine Development — Its History and Future Directions
http://dx.doi.org/10.5772/59658
139
[4] Dye C, Williams BG. Eliminating human tuberculosis in the twenty-first century.
Journal of the Royal Society, Interface / the Royal Society. 2008;5(23):653-62.
[5] Ernst JD. The immunological life cycle of tuberculosis. Nature reviews Immunology.
2012;12(8):581-91.
[6] North RJ, Jung YJ. Immunity to tuberculosis. Annual review of immunology.
2004;22:599-623.
[7] O'Garra A, Redford PS, McNab FW, Bloom CI, Wilkinson RJ, Berry MP. The immune
response in tuberculosis. Annual review of immunology. 2013;31:475-527.
[8] Ritz N, Curtis N. Mapping the global use of different BCG vaccine strains. Tubercu‐
losis. 2009;89(4):248-51.
[9] Luca S, Mihaescu T. History of BCG Vaccine. Maedica. 2013;8(1):53-8.
[10] Brosch R, Gordon SV, Garnier T, Eiglmeier K, Frigui W, Valenti P, et al. Genome
plasticity of BCG and impact on vaccine efficacy. Proceedings of the National Acade‐
my of Sciences of the United States of America. 2007;104(13):5596-601.
[11] Experiments with Tuberculosis Vaccine on African Apes. Science. 1925;62(1609):xiv.
[12] Professor Calmette on a vaccine for tuberculosis. Science. 1921;53(1363):131-2.
[13] Trunz BB, Fine P, Dye C. Effect of BCG vaccination on childhood tuberculous menin‐
gitis and miliary tuberculosis worldwide: a meta-analysis and assessment of cost-ef‐
fectiveness. Lancet. 2006;367(9517):1173-80.
[14] Zwerling A, Behr MA, Verma A, Brewer TF, Menzies D, Pai M. The BCG World At‐
las: a database of global BCG vaccination policies and practices. PLoS medicine.
2011;8(3):e1001012.
[15] Rowland R, McShane H. Tuberculosis vaccines in clinical trials. Expert review of vac‐
cines. 2011;10(5):645-58.
[16] Brennan MJ, Thole J. Tuberculosis vaccines: a strategic blueprint for the next decade.
Tuberculosis. 2012;92 Suppl 1:S6-13.
[17] Mangtani P, Abubakar I, Ariti C, Beynon R, Pimpin L, Fine PE, et al. Protection by
BCG vaccine against tuberculosis: a systematic review of randomized controlled tri‐
als. Clinical infectious diseases : an official publication of the Infectious Diseases So‐
ciety of America. 2014;58(4):470-80.
[18] Pym AS, Brodin P, Brosch R, Huerre M, Cole ST. Loss of RD1 contributed to the at‐
tenuation of the live tuberculosis vaccines Mycobacterium bovis BCG and Mycobac‐
terium microti. Molecular microbiology. 2002;46(3):709-17.
[19] Doffinger R, Dupuis S, Picard C, Fieschi C, Feinberg J, Barcenas-Morales G, et al. In‐
herited disorders of IL-12-and IFNgamma-mediated immunity: a molecular genetics
update. Molecular immunology. 2002;38(12-13):903-9.
Tuberculosis - Expanding Knowledge140
[20] Young D, Dye C. The development and impact of tuberculosis vaccines. Cell.
2006;124(4):683-7.
[21] Kaufmann SH. Tuberculosis vaccines: time to think about the next generation. Semi‐
nars in immunology. 2013;25(2):172-81.
[22] Pai M, Zwerling A, Menzies D. Systematic review: T-cell-based assays for the diagno‐
sis of latent tuberculosis infection: an update. Annals of internal medicine.
2008;149(3):177-84.
[23] Bekmurzayeva A, Sypabekova M, Kanayeva D. Tuberculosis diagnosis using immu‐
nodominant, secreted antigens of Mycobacterium tuberculosis. Tuberculosis.
2013;93(4):381-8.
[24] Centers For Disease Control. Recognizing the Biosaftey Levels [cited 2014 25 Feb].
Available from: http://www.cdc.gov/training/quicklearns/biosafety/.
[25] American Biological Safety Association. Risk Classification criteria for World Health
Organization, Australiam Canadam European Union (EU), USA CDC/NIH and NIH
for RDNA [cited 2014 25 Sept]. Available from: http://www.absa.org/riskgroups/
index.html.
[26] Straus E, Wu N. Radioimmunoassay of tuberculoprotein derived from Mycobacteri‐
um tuberculosis. Proceedings of the National Academy of Sciences of the United
States of America. 1980;77(7):4301-4.
[27] Salgame P. Host innate and Th1 responses and the bacterial factors that control My‐
cobacterium tuberculosis infection. Current opinion in immunology. 2005;17(4):
374-80.
[28] Diedrich CR, Flynn JL. HIV-1/mycobacterium tuberculosis coinfection immunology:
how does HIV-1 exacerbate tuberculosis? Infection and immunity. 2011;79(4):
1407-17.
[29] Corbett EL, MacPherson P. Tuberculosis screening in high human immunodeficiency
virus prevalence settings: turning promise into reality. The international journal of
tuberculosis and lung disease : the official journal of the International Union against
Tuberculosis and Lung Disease. 2013;17(9):1125-38.
[30] Walker NF, Meintjes G, Wilkinson RJ. HIV-1 and the immune response to TB. Future
virology. 2013;8(1):57-80.
[31] Dye C. Tuberculosis 2000-2010: control, but not elimination. The international journal
of tuberculosis and lung disease : the official journal of the International Union
against Tuberculosis and Lung Disease. 2000;4(12 Suppl 2):S146-52.
[32] Lawn SD, Myer L, Edwards D, Bekker LG, Wood R. Short-term and long-term risk of
tuberculosis associated with CD4 cell recovery during antiretroviral therapy in South
Africa. Aids. 2009;23(13):1717-25.
Tuberculosis Vaccine Development — Its History and Future Directions
http://dx.doi.org/10.5772/59658
141
[33] Thacher EG, Cavassini M, Audran R, Thierry AC, Bollaerts A, Cohen J, et al. Safety
and immunogenicity of the M72/AS01 candidate tuberculosis vaccine in HIV-infect‐
ed adults on combination antiretroviral therapy: a phase I/II, randomized trial. Aids.
2014;28(12):1769-81.
[34] Geldmacher C, Schuetz A, Ngwenyama N, Casazza JP, Sanga E, Saathoff E, et al. Ear‐
ly depletion of Mycobacterium tuberculosis-specific T helper 1 cell responses after
HIV-1 infection. The Journal of infectious diseases. 2008;198(11):1590-8.
[35] Dooley KE, Chaisson RE. Tuberculosis and diabetes mellitus: convergence of two
epidemics. The Lancet Infectious diseases. 2009;9(12):737-46.
[36] Martineau AR. Old wine in new bottles: vitamin D in the treatment and prevention
of tuberculosis. The Proceedings of the Nutrition Society. 2012;71(1):84-9.
[37] Jayachandran R, BoseDasgupta S, Pieters J. Surviving the macrophage: tools and
tricks employed by Mycobacterium tuberculosis. Current topics in microbiology and
immunology. 2013;374:189-209.
[38] Abebe F. Is interferon-gamma the right marker for bacille Calmette-Guerin-induced
immune protection? The missing link in our understanding of tuberculosis immunol‐
ogy. Clinical and experimental immunology. 2012;169(3):213-9.
[39] Chackerian AA, Behar SM. Susceptibility to Mycobacterium tuberculosis: lessons
from inbred strains of mice. Tuberculosis. 2003;83(5):279-85.
[40] Seok J, Warren HS, Cuenca AG, Mindrinos MN, Baker HV, Xu W, et al. Genomic re‐
sponses in mouse models poorly mimic human inflammatory diseases. Proceedings
of the National Academy of Sciences of the United States of America. 2013;110(9):
3507-12.
[41] Acosta A, Norazmi MN, Hernandez-Pando R, Alvarez N, Borrero R, Infante JF, et al.
The importance of animal models in tuberculosis vaccine development. The Malaysi‐
an journal of medical sciences : MJMS. 2011;18(4):5-12.
[42] Oksanen KE, Halfpenny NJ, Sherwood E, Harjula SK, Hammaren MM, Ahava MJ, et
al. An adult zebrafish model for preclinical tuberculosis vaccine development. Vac‐
cine. 2013;31(45):5202-9.
[43] Kaushal D, Mehra S, Didier PJ, Lackner AA. The non-human primate model of tuber‐
culosis. Journal of medical primatology. 2012;41(3):191-201.
[44] Villarreal-Ramos B, Berg S, Chamberlain L, McShane H, Hewinson RG, Clifford D, et
al. Development of a BCG challenge model for the testing of vaccine candidates
against tuberculosis in cattle. Vaccine. 2014;32(43):5645-9.
[45] Flynn JL, Capuano SV, Croix D, Pawar S, Myers A, Zinovik A, et al. Non-human pri‐
mates: a model for tuberculosis research. Tuberculosis. 2003;83(1-3):116-8.
Tuberculosis - Expanding Knowledge142
[46] Padilla-Carlin DJ, McMurray DN, Hickey AJ. The guinea pig as a model of infectious
diseases. Comparative medicine. 2008;58(4):324-40.
[47] McShane H, Williams A. A review of preclinical animal models utilised for TB vac‐
cine evaluation in the context of recent human efficacy data. Tuberculosis. 2014;94(2):
105-10.
[48] Tameris M, McShane H, McClain JB, Landry B, Lockhart S, Luabeya AK, et al. Les‐
sons learnt from the first efficacy trial of a new infant tuberculosis vaccine since BCG.
Tuberculosis. 2013;93(2):143-9.
[49] Yu X, Xie J. Roles and underlying mechanisms of ESAT-6 in the context of Mycobac‐
terium tuberculosis-host interaction from a systems biology perspective. Cellular sig‐
nalling. 2012;24(9):1841-6.
[50] Odutola AA, Owolabi OA, Owiafe PK, McShane H, Ota MO. A new TB vaccine,
MVA85A, induces durable antigen-specific responses 14 months after vaccination in
African infants. Vaccine. 2012;30(38):5591-4.
[51] Goonetilleke NP, McShane H, Hannan CM, Anderson RJ, Brookes RH, Hill AV. En‐
hanced immunogenicity and protective efficacy against Mycobacterium tuberculosis
of bacille Calmette-Guerin vaccine using mucosal administration and boosting with a
recombinant modified vaccinia virus Ankara. Journal of immunology. 2003;171(3):
1602-9.
[52] Williams A, Goonetilleke NP, McShane H, Clark SO, Hatch G, Gilbert SC, et al.
Boosting with poxviruses enhances Mycobacterium bovis BCG efficacy against tu‐
berculosis in guinea pigs. Infection and immunity. 2005;73(6):3814-6.
[53] Tameris MD, Hatherill M, Landry BS, Scriba TJ, Snowden MA, Lockhart S, et al. Safe‐
ty and efficacy of MVA85A, a new tuberculosis vaccine, in infants previously vacci‐
nated with BCG: a randomised, placebo-controlled phase 2b trial. Lancet.
2013;381(9871):1021-8.
[54] Scriba TJ, Tameris M, Mansoor N, Smit E, van der Merwe L, Mauff K, et al. Dose-
finding study of the novel tuberculosis vaccine, MVA85A, in healthy BCG-vaccinat‐
ed infants. The Journal of infectious diseases. 2011;203(12):1832-43.
[55] Tameris M, Geldenhuys H, Luabeya AK, Smit E, Hughes JE, Vermaak S, et al. The
candidate TB vaccine, MVA85A, induces highly durable Th1 responses. PloS one.
2014;9(2):e87340.
[56] Administration USFaD. Vaccine Product Approval Process [cited 2014 25 Sept].
Available from: http://www.fda.gov/BiologicsBloodVaccines/DevelopmentApproval‐
Process/BiologicsLicenseApplicationsBLAProcess/ucm133096.htm.
[57] McShane H, Pathan AA, Sander CR, Goonetilleke NP, Fletcher HA, Hill AV. Boost‐
ing BCG with MVA85A: the first candidate subunit vaccine for tuberculosis in clini‐
cal trials. Tuberculosis. 2005;85(1-2):47-52.
Tuberculosis Vaccine Development — Its History and Future Directions
http://dx.doi.org/10.5772/59658
143

